1 1 2 strategy, we also obtained the zinc finger cassette with three fingers for targeting the 1 1 3 CCR5 gene ( Fig.2E and 2F ). The successful assembly of different DNA elements 1 1 4 through overlap PCR will facilitate the fast cloning of functional cassette by avoiding 1 1 5 multiple cloning steps. In another attempt, we obtained a circle plasmid containing the selective marker gene 1 1 8 and the MSTN gene expression cassette through overlap-circled PCR (Fig.3) . To begin with, the backbone plasmid pBlueScript (Addgene) containing the Amp r gene 1 2 0 and pUC replication initiation site was amplified with primers pBlue-F/pBlue-R. Then 1 2 1 7 the ORF of eukaryotic MSTN gene was cloned by the two-step overlap PCR strategy 1 2 2 as described above. Finally, the pBlueScript backbone fragment and the MSTN ORF 1 2 3 fragment were overlapped by circled PCR [14, 15] using the pfu DNA polymerase without primers for generating the pBlueScript-MSTN construct, which was used to 1 2 5
transform the E.coli JM109 competent cells for the amplification. Then plasmid DNA The genome DNAs prepared from tissues (pig and chicken) was shown as follows and (SDS)] with 0.4 mg proteinase K/1 mL digestion buffer, in a 1.5 mL tube at 55 °C Tris-HCl, 0.2 mM Na 2 EDTA, pH 7.5) after air-drying. Overlap PCR for assembling exons and DNA fragments 1 6 8
The individual exons and DNA element fragments were amplified through standard 1 6 9
PCR procedure and reaction system (15μL) as shown in Supplementary Table2 . The ( Supplementary Fig.S2 ). Briefly, the touch-down PCR parameters used were as 1 7 3
follows: pre-denaturation at 95℃ for 5 minutes; followed by 18 touch-down cycles EcoR I/Xho I restrictive enzymes and agarose gel electrophoresis was conducted to 1 9 1 confirm the positive plasmid clones. The authors would like to thank all the colleagues in Professor Zhang's lab for their 1 9 4 excellent technical assistance and helpful discussions. No competing interests declared. 
